sites are grouped under the parS * name, which are inserted at the region neighboring oriI and terI, named NoriI and NterI, respectively.
Supplementary Tables
Supplementary Table 1 
IfoP identification and characterization
IfoP is encoded by BMEI1434 from the Brucella ORFeome. IfoP was isolated in a previously described screening for new-pole markers in B. abortus 8 . Indeed the IfoP-YFP fusion carried by a pRH005 9 derivative localizes, in ~80-90% of the bacteria, as a fluorescent focus at the pole opposite to PdhS-mCherry ( Supplementary Fig. 4a-d) . Time lapse experiments and demographs ( Supplementary Fig. 4c,g ) showed that IfoP is delocalized in predivisional cells (in about 10% of the bacteria), and relocalized in a focus at the end of the constriction. IfoP is thus a reliable marker of new poles. An IfoP-CFP fusion displayed a subcellular localization similar to IfoP-YFP ( Supplementary Fig. 4e-h ).
Supplementary Methods
To construct plasmid pXDB007 (allelic replacement of parB with mcherry-parB), upstream region of parB was PCR amplified using primers (P1 + P2) from Brucella abortus 544 genomic DNA. The mcherry coding sequence was amplified from pMT688 10 using primers (P3 + P4) for six cycles. After these six first cycles, primer P5 was added for 30 cycles with an increase of 2°C of the hybridization temperature. A joint PCR between amplification products from both previous PCR was performed using primers (P1 + P5), and the product was inserted into an EcoRV-linearized pGEM The same primers were used to create the pNPTS138-tparA-yfp-parB since P3 and P4 primers also allow amplification of the yfp coding sequence.
pXDB008 (for integration of a fusion between the gidA promoter and the parB coding sequence at the parB locus) was constructed by a joint PCR between gidA promoter sequence (amplicon obtained with P8 + P9 primers) and parB amplification product (obtained with P10 + P11 primers) using primers P8 and P11. The amplification product was then transferred into a pSK oriT kan vector using XbaI and BamHI restriction enzymes for the insertion of the PgidA-parB fusion.
A similar strategy for the construction of pXDB007 was performed for pXDB016 (allelic replacement of repB with yfp-repB) generation. Briefly, primers P12 and P13 were used to amplify the upstream region of repB (PrepABC-repA). The amplification product was attached by joint PCR to the yfp coding sequence generated by the same way as mcherry (see pXDB007 construct) from pMT521 10 Plasmid pKS oriT cat parS P1 (pXDB024) was constructed by the amplification of parS P1
sequence from the pFHC-3212 plasmid 11 using primers P16 + P17, the PCR product was inserted into an EcoRV-restricted pGEM ® -T plasmid and then excised using BamHI and XbaI before its ligation with a pKS oriT cat plasmid restricted with the same enzymes. A similar strategy was used to create the pKS oriT cat parS pMT1 plasmid (pXDB025) but using primers P18 and P19 instead of P16 and P17.
In order to minimize the perturbations of the insertions of parS* (from either P1 or pMT1)
sites on the expression of neighboring genes, we choose to integrate parS* sites in regions characterized with head-to-head orientation genes, as close as possible to the predicted oriI, terI, oriII and terII regions. Plasmid pXDB010 (allelic replacement allowing insertion of parS P1 near oriI, NoriI, see Supplementary Figure 2f ) was constructed by amplifying the upstream oriI region from genomic DNA using P20 and P21 primers and the downstream region with P22 and P23 primers. A joint PCR was performed using P20 and P23 primers in order to associate both amplification products, and the final amplicon was transferred into For the construction of pXDB015 plasmid, the cfp-parB P1 fusion was amplified from pFHC2896 11 using P36 and P37, and the amplicon was inserted into a pBBR1 MCS1 plasmid at the EcoRV site. This recombinant plasmid was then restricted with XbaI and BamHI enzymes and the excised insert was ligated into pMR kan digested with the same enzymes.
Plasmid pXDB013 was constructed by performing a triple ligation involving both yfpparB pMT1 and cfp-parB P1 fusions excised from their respective pXDB014 and pXDB015
vectors with HindIII/XbaI and XbaI/BamHI respectively, and ligated in pMR kan digested with HindIII and BamHI.
Plasmid pXDB022 was generated by the excision of the yfp-parB pMT1 cfp-parB P1 fragment using HindIII and BamHI from pXDB013, that was subsequently ligated into a pMR nours digested with the same enzymes.
Plasmids pXDB002 and pXDB003 were constructed by PCR using primers P40 + P41 on pNPTS138-tparA-yfp-parB and P40 + P42 on pXDB016, respectively. Amplification products were cloned into pGEM ® -T vector for sequencing, and the inserts were excised by
NheI and BamHI and ligated into pBBR-IBA3plus 13 digested with XbaI (compatible with NheI) and BamHI.
Plasmids pXDB004, pXDB005 and pXDB006 were constructed by PCR amplification with primers P43 + P44, P45 + P46 and P47 + P48, respectively. Each amplicon was transferred into pLAU43 using EcoRI and BamHI digestion sites. Fragments containing the lacO array linked to parS1-2, repS1 or repS2 were excised from recombinant pLAU43 with EcoRI and XbaI and transferred into the pPR9TT digested by the same enzymes.
Plasmid pKS oriT cat mcherry (pXDB027) was constructed by amplification of the mcherry gene with P49 + P50, digestion of the amplicon with XbaI and BamHI and cloning in a pKS oriT cat vector.
The popZ gene (predicted promoter and coding sequence) was amplified with P51 and P52 primers in order to construct pKS oriT cat popZ-mcherry (pXDB017). The PCR product was first ligated into pGEM ® -T vector for sequencing and the insert was subsequently excised with XbaI and BamHI enzymes and ligated with a pKS oriT cat mcherry digested with the same enzymes.
